We present for the first time a QM/MM study of the one-and two-photon absorption spectra of the GFP chromophore embedded in the full protein environment described by an advanced quantum mechanically derived polarizable force field. The calculations are performed on a crystal structure of the green fluorescent protein (GFP) using the polarizable embedding density functional theory (PE-DFT) scheme. The importance of treating the protein environment explicitly with a polarizable force field and higherorder multipoles is demonstrated, as well as the importance of including water molecules close to the chromophore in the protein barrel. For the most advanced description we achieve good agreement with experimental findings, with a peak at 405 nm for the neutral and a peak at 475 nm for the anionic form of the GFP chromophore. The presence of a dark OPA state, as suggested by other studies to explain the discrepancies between OPA and TPA spectra, is not supported by our calculations.
Introduction
The green fluorescent protein (GFP) 1 , originally isolated from the jellyfish Aequorea victoria, is widely used as a biological marker. A fluorescent chromophore located inside the protective envelope of the barrel-shaped protein yields a characteristic green light at around 505 nm, depending on the excitation wavelength 2 . GFP owes its success to several factors: (i) the chromophore is generated within the protein without the need for the chromophore, combined with non polarizable force fields for the protein has investigated the main spectral features of GFP.
In the present work, we present a combined quantum mechanics and molecular mechanics (QM/MM) study using the polarizable embedding density functional theory (PE-DFT) method 22 , which is fully parallelized 23 and includes a self-consistent treatment of the environmental polarization at the ground-and excitedstate level, in order to faithfully model the TPA properties of the GFP chromophore in its native environment. The results are compared with previous theoretical and experimental investigations and with gas-phase calculations. We present the theoretical framework of the method used in Sec. 2, and computational details are summarized in Sec. 3. Our findings are presented and discussed in Sec. 4 . Concluding remarks will be drawn in the final section.
Theory
Multilevel methods, such as QM/MM, provide an effective way of dealing with large structured systems like GFP where only a small portion of the total system, the chromophore, needs to be described using ab initio methods. However, the remainder, i.e. the protein environment surrounding the chromophore, is important through its interactions with the chromophore. Here we employ the polarizable embedding (PE) scheme described by Olsen et al. 22, 24 coupled with a DFT description of the quantum system, the PE-DFT method. The PE approach models the effects of an environment on a central core subsystem by including these effects directly in the density/wavefunction of the core system. This is achieved by combining classical electrostatics with quantum mechanics through effective operators. The PE method uses an atomistic description of the protein environment in order to accurately describe the embedding potential. Each atomic site is assigned a quantum-mechanically derived multipole moment expansion to model the electrostatic embedding potential and an anisotropic dipole-dipole polarizability tensor to account for many-body induction effects, thus allowing mutual polarization between the chromophore and the environment. The ground-state electronic density of the chromophore is optimized while taking into account the explicit electrostatic interactions and polarization effects from the protein environment in a fully self-consistent manner. Similarly, the excited states are solved self-consistently, taking into account the effects from the environment in the response formalism. Below we present a more detailed description of the PE-DFT method.
Ground-State Polarizable Embedding
Within the PE formalism the ground-state density is optimized using an effective Kohn-Sham (KS) operator given bŷ
wheref KS is the usual vacuum KS operator andv PE is the polarizable embedding operator which contains the interactions with the embedding potential. The PE operator consists of two
wherev es PE provides the electrostatic potential from the permanent charge distribution of the environment andv ind PE describes many-body induction effects, i.e. it allows a mutual polariza-and it describes the interactions between the electrons in the chromophore and the permanent multipole moments in the environment. In the above equation S and K are the number of interaction sites in the environment and the level of the (local) multipole expansion at these points, respectively. Furthermore,Ê pq is a one-electron excitation operator 25 where the sum pq is over the molecular orbitals. The Q (k) s factors are kth order multipole moments assigned to the sth site in the environment; e.g.
s,pq factors are integrals over the kth order interaction tensors, defined as
where
and where x, y, z indicates the cartesian directions. The polarization part of the PE operator is given bŷ
where the induced dipoles µ ind s are obtained as the classical linear response due to the electric fields from all other sources
where F tot (r s ) is the total electric field at site s, i.e. the field from the nuclei (F nuc (r s )) and electrons (F el (r s )) of the chromophore and the permanent (F mul (r s )) and induced (F ind (r s )) multipole moments in the protein environment. An induced dipole moment depends on the field from all the other induced dipole moments and they are therefore obtained either iteratively in a self-consistent manner or directly through a matrix equation formulation. Furthermore, since the induced dipole moments depend on the electric field from the electrons in the chromophore, and therefore also the electron density, the PE operator is updated after each SCF iteration, thus leading to a fully self-consistent treatment of the polarization.
Response Functions in Polarizable Embedding
For a detailed description of linear and quadratic response theory in the DFT formalism we refer to the work by Sałek et al. 26, 27 Furthermore, the PE-DFT response theory up to quadratic response fucntions has recently been presented by Olsen et al. 22 . Here, we will only present a brief summary.
The response functions are defined through a time-dependent perturbation expansion of the expectation value of a time-independent operatorÂ given as
where we use |t to represent the time-dependent state. The first term on the right-hand side is the time-independent expectation value, i.e. t|Â|t (0) = 0|Â|0 , where |0 is the timeindependent reference state, and the second and third terms describe the linear and quadratic response to the perturbation, respectively. The Fourier representation of the linear and quadratic response is given by
where Â ;V ω ω and Â ;V ω 1 ,V ω 2 ω 1 ,ω 2 are the linear and quadratic response functions in frequency domain, respectively, andV is the perturbation operator.
In a matrix equation formulation, the linear response function can be defined as 
Specific contributions to the environment only affects the electronic Hessian (the E matrix). The contributions due to the PE operator (Eq. (2)) appear in the E matrix as
whereQ ω 1 , which describes the response from a static environment, is defined asQ
andQ ω 2 , which provides the dynamical response from the polarizable environment, is given bŷ
InQ ω 2 , the induced dipoles are recalculated according to the transformed electric fieldF ω defined bỹ
whereT
s,pqÊ pq .
The quadratic response function can be written as
whereP 12 is a permutation operator and the three response vectors are determined by solving three linear response equa-
The contributions to the quadratic response function from the polarizable environment that enter in the E matrices are analogous to those defined in Eq. (13)- (16) . However, there are also contributions that enter the V ω 1 ,ω 2 vector (eq. 17)
These contributions are defined bŷ
where the transformed electric field inQ
is defined as in Eq. (16) and the field inQ
is defined as
As in the case of the linear response function, there are contributions that give the response from a static environment, i.e.
, while all other contributions are due to the dynamical response from the environment, i.e.Q
The linear response function has poles where the absolute frequency |ω| is equal to an excitation energy ω f . These can be determined by solving a generalized eigenvalue problem given by
where the eigenvector X k represents the k'th excited state. The OPA and TPA can now be determined as residues of the response functions. The residue of the linear response function
which for the choice ofÂ andB equal to the position operators are related to the (length gauge) oscillator strength and hence to the OPA intensity. Similarly, the first residue of the quadratic response function is related to the TPA, where the central molecular quantity is the two-photon absorption transition amplitude tensor which, assuming that the frequency of the incoming light is equal to half of the excitation energy from the ground to the excited state, is given by
Here α, β indicates Cartesian directions, 0| is the ground state and f | the final excited state. The operators involved in the above equation are the electric dipole operators. The orientationally averaged microscopic transition probability δ TPA (au) for the absorption of two identical photons is given by
where F, G, H = 2 for linearly polarized light and the conversion into the TPA cross section may finally be evaluated according to
where α is the fine structure constant, a 0 is the Bohr radius (in cm), c is the speed of light (in cm/s), ω is the energy of the incoming photons (in au), and πΓ is a normalization factor due to the Lorentzian-shape broadening of the excited state (Γ = 0.1 eV=0.0036749326 au).
Computational Details
The polarizable embedding density functional theory (PE-DFT) method 22 implemented in a development version of the DALTON quantum chemistry program 28 functional was chosen for its good performance when calculating excitation energies 30, 31 . Besides, it has been shown that long-range corrected functionals, such as CAM-B3LYP, are able to describe the electronic structure of anions more correctly than more commonly used DFT methods 32 . The GFP structure (1EMB) was obtained from the Protein Data Bank 2 without any modifications, except adding and optimizing the positions of hydrogen atoms. The protein structure was prepared using the protein preparation wizard in the Schrödinger suite of softwares 33 . Water molecules beyond 5Å away from the chromophore were removed so that the closest seven water molecules were included.
A schematic representation of the GFP structure is shown in figure 1 . The protein was divided into two regions treated at different levels of theory: the chromophore is treated using DFT while the rest of the protein is modeled using classical electrostatics through an embedding potential. The part of the protein treated at the quantum-mechanical level is shown in figure 2 , with R 2 and R 3 being replaced by the large residues.
To represent the protein environment we use an advanced polarizable force field derived from quantum-mechanical calculations. Each atom in the classically treated parts of the protein was assigned multipole moments and anisotropic polarizabilities.
1-21 | 6 and Ryde 37 , and we will here only give a brief summary of the approach. The protein was fragmented into single amino acids and capped with -NHCH3 and -COCH3 on each side as shown in figure 3 . The multipoles and polarizabilities were then calculated for these individual systems at the B3LYP/6-31+G* level. These parameters were also calculated for the corresponding coupled caps (blue structure in figure 3 ). In the end, the system was merged together by subtracting the parameters in the coupled conjugated caps (blue) from the capped amino and in the anionic state it is deprotonated. We used the link-atom approach to treat the bonds between the QM treated chromophore and the remaining classically treated protein, by capping with hydrogen atoms. The C-Cα bond in PHE64 and the Cα-N in VAL68 were cut. In both cases, Cα is located in the classical region. To avoid having multipole moments or polarizabilities too close to the QM system, which could result in unphysical overpolarization, any parameters within a given threshold distance from the QM region are either moved to the closest classical atomic site outside the threshold distance or removed. The threshold was set to 1.4Å unless stated otherwise. At the 1.4Å threshold, the parameters on Cα and its two hydrogens were moved to nearby atomic sites. In the case of VAL68, the parameters were moved to the two closest carbon atoms; one in the protein backbone and one in the side chain. The parameters inside the
threshold in the PHE64 residue were moved to the nitrogen atom in the backbone. The smallest distance between the QM region and a classical site (the nitrogen in PHE64) was 1.56Å after moving the parameters on the closest six atomic sites.
Calculations involving only the chromophore and a single amino acid have also been performed, and in these cases the positions of the hydrogen atoms were optimized for each system, while in the other cases the hydrogen atoms were optimized in the complete protein structure beforehand, using the OPLS-2005 force field 38 4 Results and Discussion 4.1 Calculations on the isolated chromophore Table 1 contains the lowest excitation energies and the corresponding TPA cross sections of the GFP chromophore in vacuum calculated using different basis sets. The chromophore structure is obtained from the crystal structure with optimized hydrogen atom positions. The excitation energies are lowered by roughly 0.1 eV in both the neutral and anionic chromophore when both diffuse and polarization functions are added to the parent Pople basis set. Using correlation-consistent basis sets does not change the picture much: with the aug-ccpVTZ basis set, there is an additional shift relative to 6-31+G* of around 0.03 eV, but this basis set size is 3-4 times larger.
Hence, we conclude that the 6-31+G* basis set is a good compromise between computational cost and accuracy.
These calculations were performed with structures as inside the protein. When optimizing the neutral chromophore in vacuum, we get a blue-shift of 0.4 eV compared to the nonoptimized structure, leading to an excitation energy of 3.66 eV.
In the optimized anionic structure we get an excitation energy of 3.06 eV, thus a blue-shift of ∼0.7 eV. The OPA, calculated at the CAM-B3LYP/6-31+G* level of theory, for the geometry-optimized small structure shown in OPA at the EOM-CCSD/cc-pVDZ level and reported excitation energies of 4.00 eV and 3.04 eV for the neutral and anionic chromophore, respectively. Thus, our CAM-B3LYP/6-31+G* results are underestimating the excitation energy for the neutral chromophore by 0.25 eV, but overestimating it for the anionic form, by 0.13 eV, compared to a higher level method.
A similar trend was also observed for B3LYP/cc-pVDZ level calculations 21 . It is known that coupled-cluster calculations
using smaller basis sets of DZ quality may give too large excitations energies 39, 40 , bringing the results for the neutral species in better agreement with our CAM-B3LYP results, but with a possible deterioration of the agreement for the anionic species.
Still, these differences are within the expected accuracy of the CAM-B3LYP functional 30, 41 and the coupled-cluster approach.
Analysis of Different Link-Atom Approaches
The GFP chromophore is linked to the protein backbone by two peptide bonds: a bond between the carboxyl group on the chromophore and a valine (VAL68), and between the amine group and the phenylalanine amino acid (PHE64).
In order to perform a QM/MM study of such a system we employ a so-called link-atom approach for the two aforementioned bonds which cross through the boundary between the quantum and classical regions, as described in Sec. Table 2 . With the shortest threshold and, at the same time removing the interaction, the calculations on the anionic chromophore fail due to overpolarization 
Force Field Analysis
Results from one-and two-photon absorption calculations performed with different force fields are presented in Table 3 .
These calculations include permanent multipoles up to either (i) charges, (ii) dipoles, (iii) quadrupoles or (iv) octupoles in the force field. In addition, polarization has either been neglected (no pol.), modeled by isotropic atomic polarizabilities (iso. pol.) or through anisotropic atomic polarizabilities (aniso. pol.). Crystal structure water molecules close to the chromophore have also been included in the classical region and treated at the same level of approximation as the protein.
In the neutral chromophore without classically treated water molecules, a very small blue-shift of about 0.02 eV is observed when the multipole expansion is increased (moving in the vertical direction in Table 3 ). The absence of a noticeable shift from quadrupoles to octupoles indicate that the calculation is basically converged with respect to the multipole expansion. If water molecules are included, a blue-shift (0.05 eV) is observed when going from charges to dipoles.
The trend is then reversed at higher multipoles order: the overall effect is then similar to the calculations without explicit water molecules. In both cases and regardless of the multipole order used, the effect of introducing polarization is a clear red shift of roughly 0.1 eV. Most of it is already present when an isotropic polarizability is employed.
As expected, the observed effects are larger for the anionic chromophore, which displays a 0.12 eV red-shift along the multipole series when polarization effects are included. The inclusion of crystal water also affects the excitation energy significantly, with a blue-shift between 0.12 eV (no pol.) and to isotropic polarizabilities and even smaller when going from isotropic to anisotropic polarizabilities.
It is worth mentioning that the lowest transition for the anionic chromophore in the absence of polarization interactions and including multipoles (dipoles or higher) is most likely an artifact of the calculation as it is not dominated by the HOMO-LUMO transition. This is evident since the state is transparent to OPA (zero oscillator strength) and its TPA cross sections is negligible.
The environmental effect on the spectral intensities (OPA oscillator strengths and TPA cross sections) yields enhanced values, when a polarizable force field is employed: for the neutral chromophore it enhances the OPA by 30-40% and it makes the TPA cross sections 2-3 times larger than the values without polarization; for the anionic chromophore the effect on the OPA is still an enhancement albeit not as sizeable, whereas the TPA cross sections are again 2-3 times larger when polarization effects are included.
The Effect of Important Amino Acids
To investigate the effect of the protein environment on the OPA of the GFP chromophore further, selected amino acids were studied individually together with the chromophore. The results are shown in Figure 4 and Figure 5 for the neutral and the anionic form respectively.
Each amino acid was either treated at the same level as the chromophore or classically, at the level of anisotropic polarizabilities and multipoles up to and including octupoles. Results from calculations with crystal water molecules included in the structure are also given, and they were treated at the same level as the amino acid.
For the neutral GFP chromophore, no significant differences are observed between the two approaches. The largest deviations are observed for GLN69 and the positively charged Fig. 4 The effect on the one-photon transition energies in the neutral GFP chromophore when including one amino acid to the system. "Chrom" is the chromophore alone, and "QM" and "MM" For the anionic chromophore without water molecules (see Figure 5 ) there is generally very good agreement between the two cases (full QM system and a classically treated amino acid). The only noticeable exception is GLN69 where a red shift of 0.08 eV is obtained, in contrast to almost no shift observed for the full QM system. One reason for this may be that the amino acid is located very close to the chromophore backbone, the shortest distance being 1.2Å between two hydrogen atoms, and it may therefore give rise to an unphysical Fig. 5 The effect on the one-photon transition energies in the anionic GFP chromophore when including one amino acid to the system. "Chrom" is the chromophore alone, and "QM" and "MM" behavior. Calculations where the force field parameters on the closest hydrogen atom were moved to the second closest atom (a carbon atom 1.8Å away from the QM region) yielded, however, the same overestimation.
The most noticeable effect on the excitation energies of the anionic GFP chromophore due to the crystal water molecules is a typical blue-shift of 0.2 to 0.3 eV. The comparison of each full QM system with its classical counterpart shows that PE-DFT overestimates this effect by roughly 0.05 eV. This overestimation is also observed for the full protein when the water molecules are treated classically. Both observations can be understood by considering that both the electrostatic and the polarization interactions will be enhanced due to the presence of a charge on the chromophore. This implies that (a) the ef-
fect of the dipoles on the water molecules will be stronger and (b) differences between the full QM system and the combined system will also be enhanced.
In summary, the PE-DFT method describes the effects from specific amino acids on the excitation energies in the GFP chromophore quite well, compared with treating the whole system quantum-mechanically. The most noticeable exceptions are GLN69 for the anionic form, and ARG96 for the neutral form. GLN69 is probably not well treated due to its close proximity to the chromophores backbone, while for ARG96 a hydrogen bond between the oxygen at the imidazolin ring and the amino acid, combined with the positive charge of ARG96 (see Fig. 6 ) is poorly described by the PE potential. A small discrepancy between PE-DFT and pure DFT is also observed for the interaction of the anionic form with the embedded water molecules. 
The Effect of Crystal Water Molecules
It is obvious, as seen in Fig. 4 and 5 , that including the seven closest crystal water molecules in either the classical or QM region has a large effect on the excitation energies. We have therefore studied the effects of the specific water molecules more carefully (see table 4 ).
PE-DFT has no problems in describing the water molecules compared to a quantum-mechanical treatment when the chromophore is in its anionic form. PE-DFT overestimates the blue-shift due to the water molecule that is hydrogen bonded to the deprotonated oxygen (H 2 O 1). The overestimated blueshift is also seen when all seven water molecules are included in the PE potential, compared to a QM treatment of the water molecules.
The problems in describing water molecules included in the PE potential are more pronounced for the neutral chromophore. Water number 3 (see Fig. 7 ) gives rise to a small red-shift when treated classically but a blue-shift when treated quantum mechanically. A blue-shift is also observed when water number 4 is treated with QM, but no shift is observed when this molecule is treated classically. Both of these water molecules are hydrogen bonded to the imidazolin ring (see Fig. 7 ). As a consequence, the > 0.1 eV blue-shift found when going from GFP without water to GFP with QM treated water is not seen when the water molecules are treated classically. Table 4 The lowest electronic excitation energy (in eV) in the GFP chromophore, with H 2 O treated at classical or quantum mechanical level.
The rest of the protein surrounding the chromophore are also included in the calculations. The numbering of the water molecules are given in Fig. 7 . The OPA oscillator strengths ( f ) / TPA cross sections (δ GM ) are given in parentheses. The one-photon oscillator strengths are not affected much by water for the anionic chromophore. For the neutral chromophore we get a reduction of the oscillator strength when waters are included in the PE potential but an increase when QM waters are included.
The calculated absorption spectra of GFP with and without water, treated at the classical and quantum mechanical levels, are presented in Fig. 8 . The chromophore embedded in the classically treated protein gives a qualitatively correct spectrum compared to experiment, but red-shifted by around 25-30 nm. When seven classically treated water molecules close to the chromophore are included, the anionic peak is blueshifted by 60 nm, whereas the neutral peak is still located at 423 nm. As a consequence, the resulting spectrum has one peak with a shoulder on the red-side with the present band width. By treating the water molecules quantum mechanically, the neutral peak is also blue-shifted resulting in a spectrum in perfect agreement with experimental spectra.
Two-Photon Absorption
In order to investigate the TPA of GFP, we have performed In all cases the first excitation is dominated by a HOMO→LUMO transition. Although this transition is according to our findings TP-active, it is not necessarily the one with the largest TPA cross section. For the neutral chromophore we find that the largest cross section among the first five transitions is obtained when the HOMO-1→LUMO is the dominating contribution.
In case QM water molecules are present, the largest cross section is obtained for the HOMO-6→LUMO transition. A closer inspection reveals that this is qualitatively the same orbital which is now lower in energy due to the presence of the water molecules in the QM system (see Fig. 9 ). For comparison, we have also reported the one-photon oscillator strengths which are instead highest for the HOMO→LUMO dominated transition or at best the same as the HOMO-1→LUMO. This is a further confirmation that the two techniques are to some extent complementary also when rigorous symmetry arguments The TPA spectrum reported by Drobizhev et al. 18 , alongside the spectral features shared with OPA, finds two additional features in terms of a shoulder at around 640 nm (3.87 eV) and a stronger peak (36 GM) at 550 nm (4.5 eV). Our findings confirm that the TPA spectrum in the low frequency re- is however due to a two-step process (S 0 → S 1 followed by S 1 → S n ) which cannot be reproduced by our TPA calculations. We observe however that the wavelength of 536-542 nm (around 4.59 eV) is quite well matched by the fifth excited state of the neutral chromophore (4.47 eV) in our calculations.
For a direct comparison the calculated two-photon absorption spectra are presented in Fig. 10 , together with experimental spectrum from Drobizhev et al. 18 . It can be seen that the agreement on the TPA cross sections is however not very satisfactory. For the first peak of the neutral chromophore we obtain a cross section of 53 GM (peak at 810 nm) whereas for the anionic one (peak at 950 nm) we get 635 GM. Even by making use of the commonly used ratio of 6:1 the anionic peak si still larger than the neutral one. This is in contrast with OPA where our computed oscillator strengths match quite well the experimental data. Similar considerations can be drawn for the shoulder at 640 nm for which our calculated cross sections are much larger than the experimental measurements. It is worth mentioning that even on the experimental side the reported TPA cross sections vary from a few GM 16 to more than 100 GM 12 reflecting the challenge in such a measurement, however the relative intensity of the two low-energy peaks is by large consistent.
The orbital characterization of the TPA transitions reveals that the main component of the first excitation, which is both OPA and TPA active is the HOMO→LUMO transition as expected. This applies both for the neutral and for the anionic chromophore. At higher energy both the neutral and anionic form reveal a TPA active state which is in practice transpar- We observe also a large environmental enhancement of the cross section for both forms. For the neutral form the low energy peak is roughly 7 times larger going from gas phase by PE are more prominent for the anionic moiety, whereas the quantistic effect due to promoting water from PE to QM plays a more important role for the neutral one.
Conclusions
We have presented a study of the one-photon and two-photon absorption properties of the GFP chromophore in its native environment. The validity of our approach has been tested by comparing PE-DFT results with full DFT results when only one amino acid was present in addition to the chromophore.
These results confirmed that polarizable embedding is a faithful method for describing the protein environment: differences between the full DFT and PE-DFT models are well below 0.1 eV, thus significantly smaller than the expected accuracy of DFT in predicting excitation energies. We have also shown that water inside the protein barrel leads to a significant blueshift for the anionic form, but that it is less important for the neutral form, with the noticeable exception of the chromophore-ARG96 subsystem.
We have then turned our attention to the two-photon absorption (TPA) of the full system. The embedded chromophore shows a larger TPA cross section with respect to the bare chromophore, and the largest value is observed when water is included in the QM part by means of a supermolecular approach.
The spectral features are very well reproduced by our results:
our findings support well the most recent experimental observations by Drobizhev et al. 18 on GFP in the whole spectral range. The only observed discrepancy regards the intensity of the TPA peaks which we have not been able to reproduce.
We believe that this point deserves further investigations by theoreticians and experimentalists alike.
A recent theoretical investigation with DFT and wavefunction methods for the chromophore and non polarizable MM embedding for GFP suggested that the absence of PE could be responsible for the mismatch between their observations and the experimental results 21 . Our finding confirm that picture but also highlight the importance of the supermolecular approach where nearby water molecules are included in the QM region. In this way the experimental peak positions are very well reproduced.
Finally, our study does not support the presence of a dark OPA state which should be instead TPA active, at least not in the form proposed by Hosoi et al. 16 . In their work they observe that the TPA spectrum of the bare anionic chromophore is blue-shifted by some 10nm (0.07eV). We do see TPA active states at higher energy than the lowest one but the energy difference between such states is larger than 1eV and is therefore not supporting the "dark state" interpretation proposed by Hosoi et al. 16 . This observation, together with a possible breakdown of the Frank-Condon approximation, suggested in another theoretical investigation 20 , could be the source of the
